Supplemental data 1. Coomassie Brilliant Blue staining of a SDS-PAGE gel that was prepared for analysis by mass spectrometry. Polarized MDCK cells stably expressing   Na + , K + -ATPase-SNAP-HA (Farr et al., 2009) were scraped into 1 mL of TN buffer (100 mM NaCl, 50 mM Tris-HCl, pH 7.4, 1 mM DTT and protease inhibitors). Cells were lysed by sonication and the homogenates were incubated with (+) or without (-) 2 µM BG-biotin. Membranes were then collected by centrifugation and the pellets were resuspended in lysis buffer containing 100 mM NaCl, 50mM Tris pH 7.5, 1 mM EDTA, 1% Lubrol and protease inhibitors. The lysates were incubated for 8 h at 4°C with streptavadin sepharose beads. Proteins that co-precipitated with the bound Na + , K + -ATPase α-subunit were eluted in SDS-PAGE sample buffer and separated by electrophoresis.
